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DEVICE DESCRIPTION

Ortho-mune OK-COMBO CD4-FITC/CD8-PE (OKT4A/OKT8) Monoclonal Antibody
(Murine) is a blend of the individual purified monoclonal antibodies OKT4A and OKT8
conjugated to the fluorochromes fluorescein isothiocyanate and phycoerythrin
respectively.

INTENDED USE

Ortho-mune OK-COMBO CD4-FITC/CD8-PE is intended for use in identification and
enumeration of CD4+ and CD8+ human T lymphocytes in whole blood by flow
cytometry. The intended use is the same as the intended use of the predicate device,
Simultest CD4/CD8 (Leu-3a/2a) commercially distributed by Becton Dickinson
Immunocytometry Systems.

TECHNOLOGICAL CHARACTERISTICS

Both Ortho-mune OK-COMBO CD4-FITC/CD8-PE (OKT4A/OKT8) Monoclonal
Antibody (Murine) and Simultest CD4/CD8(Leu-3a/2a) utilize monoclonal antibodies
specific for human helper/inducer T cells (OKT4A/Leu 3a) and human
suppressor/cytotoxic T cells (OKT8/Leu-2a) respectively, conjugated to the same
fluorochromes, fluorescein isothiocyanate and phycoerythrin.
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PERFORMANCE CHARACTERISTICS

Performance of the two color reagent Ortho-mune OK-COMBO CD4-FITC/CD8-PE
(OKT4A/OKT8) Monoclonal Antibody (Murine) was compared with that of Simultest
CD4/CD8 (Leu-3a/2a) at three external, geographically distinct sites. Whole blood
specimens from 190 normal donors, and 83 AIDS/ARC patients were stained and
analyzed using the ORTHO CYTORONABSOLUTE™ flow cytometer, Ortho Diagnostic
Systems Inc.

For each specimen, the percentage of gated cells which showed positive by each marker
was calculated. The mean and range of the percent CD4+ and percent CD8+ cells for the
normal donor and AIDS/ARC population are shown in Table 1 and Table 2 respectively.

TABLE 1
PERCENT POSITIVE STAINED CELLS IN NORMAL DONORS DETECTED
BY OKT4A/OKTS AND LEU-3a/2a ASSAYED ON THE CYTORONABSOLUTE
N=190
Ortho-mune Mean % Range % BD Mean % Range %
Reagent Reagent
CD4+ 475 11.6-708 | CD4+ 44.1 13.1-61.2
(OKT4A) (LEU3a)
CD8+ 27.8 10.9-72.8 CD8+ 29.5 12.5-69.1
(OKT8) (LEU2a)
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TABLE 2

PERCENT POSITIVE STAINED CELLS IN AIDS/ARC PATIENTS DETECTED
BY OKT4A/OKTS AND LEU-3a/2a ASSAYED ON THE CYTORONABSOLUTE

N=83
Ortho-mune Mean % Range % BD Mean % Range %
Reagent Reagent
CD4+ 18.2 0.1-60.4 CD4+ 15.8 0.2-50.4
(OKT4A) (LEU3a)
CD8+ 56.1 12.6-81.9 CD8+ 58.9 22.5-88.4
(OKT8) (LEU2a)

Linear regression analysis of total percent CD4+ cells from the combined normal and
AIDS/ARC populations is found in Chart 1. Likewise, linear regression analysis of
percent CD8+ cells from the combined normal and AIDS/ARC populations is found in

Chart 2.
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CHART 1

OK-COMBO CD4/CDS8 vs Simuitest Leu-3a/2a

TOTAL CO4+ PERCENT

Y = 1908 + 108600
R= 097
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CHART 2

OK-COMBO CD4/CD8 vs Simultest Leu-32/2a

TOTAL CD8+ PERCENT
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OK—COOMBO Resgent

These studies demonstrate that the performance of the two color reagent Ortho-mune
OK-COMBO CD4-FITC/CD8-PE (OKT4A/OKT8) Monoclonal Antibody (Murine) is
equivalent to Simultest CD4/CD8 (Leu-3a/2a) reagent in identification and enumeration of
CD4+ and CD8+ human lymphocytes in whole blood by flow cytometry.

Ortho Diagnostic Systems Inc.
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A linearity study was performed using an automated hematology analyzer to determine
total lymphocyte count, and the CYTORONABSOLUTE flow cytometer to determine the

Specimens from four normal donors (whole blood, EDTA) were processed to produce
samples with low, normal aad high numbers of lymphocyte subsets. Each whole blood
specimen was concentrated by hervesting the buffy coat to obtain a white blood cell count
between 20,000 and 40,000 cells/ul and then diluting to produce samples of high, normal
and low numbers of lymphocyte subsets. A portion of each sample was stained in
analyzed using the CYTORONABSOLUTE flow cytometer. The total lymphocyte count
of the concentrated sample for each donor was obtained using an automated hematology

analyzer.

Linear regression analyses were performed as follows. The expected (X axis ) values were
calculated by muitiplyiag the corresponding serial dilutions by the hematology analyzer
derived buffy coat lymphocyte count and by the CYTORONABSOLUTE derived -
lymphocyte subset percent positive. The observed (Y axis) values were determined as the
total lymphocyte count calculated from the hematology derived value of the concentrated
sample times the CYTORONABSOLUTE derived lymphocyte subset percent positive at
each dilution,

The OK-COMBO CD4/CD8 reagent demonstrated linear performance for both total
CD4+ and CD8+ lymphocyte subsets across a lymphocyte count range of 20 cells/ul to
18,676 cells/ul as demonstrated with slopes indistinguishable from 1 and R values of
1.000.

Linear regression analyses of observed versus expected values for total percent CD4+ and
percent CD8+ cells for each donor specimen are shown in Chart 3 and Chart 4
respectively. Regression analysis statistics are provided in Table 5.
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